The taxonomic treatment within the unigeneric tribe Yinshanieae (Brassicaceae) is controversial, owing to differences in generic delimitation applied to its species. In this study, sequences from nuclear ITS and chloroplast trnL-F regions were used to test the monophyly of Yinshanieae, while two nuclear markers (ITS, ETS) and four chloroplast markers (trnL-F, trnH-psbA, rps16, rpL32-trnL) were used to elucidate the phylogenetic relationships within the tribe. Using maximum parsimony, maximum likelihood, and Bayesian inference methods, we reconstructed the phylogeny of Brassicaceae and Yinshanieae. The results show that Yinshanieae is not a monophyletic group, with the taxa splitting into two distantly related clades: one clade contains four taxa and falls in Lineage I, whereas the other includes all species previously placed in Hilliella and is embedded in the Expanded Lineage II. The tribe Yinshanieae is redefined, and a new tribe, Hillielleae, is proposed based on combined evidence from molecular phylogeny, morphology, and cytology.
Introduction
The Brassicaceae (Cruciferae) comprises 51 tribes, 340 genera, and 3840 species distributed worldwide except Antarctica (AlShehbaz and German unpublished preliminary compilation). The family is economically and scientifically important, and it contains many species of ornamentals (e.g., Orychophragmus Bunge), crops (e.g., Brassica L.), and model organisms [e.g., Arabidopsis thaliana (L.) Heynh.]. It is also well known as a taxonomically difficult family, as most morphological characters used for generic delimitation have undergone extensive convergent evolution, and many traditionally defined genera and tribes were found to be artificially delimited (Al-Shehbaz, 2012) . Fortunately, molecular phylogenetic studies during the past 20 years have greatly improved our understanding of the phylogenetic relationships within Brassicaceae. Indeed, a number of genera, including, for example, Solms-laubachia Muschl. (Yue et al., 2008) , Eutrema R.Br. (Warwick et al., 2006) , and Arabidopsis (DC.) Hyenh. (O'Kane and Al-Shehbaz, 2003 ) and tribes such as Eutremeae (Warwick et al., 2006) and Euclidieae (Warwick et al., 2007) were redefined morphologically based on the utilization of molecular sequence data.
The first Brassicaceae-wide molecular phylogeny was carried out by Beilstein et al. (2006) using the chloroplast ndhF sequences of 113 species from 101 genera. Three major lineages (Lineages I-III) within the core Brassicaceae were identified, and using these results Al-Shehbaz et al. (2006) established the first phylogenetic tribal classification of the family, in which 25 tribes were recognized. The three-lineage backbone phylogeny and 25 tribes were later confirmed by nuclear phytochromeA (Beilstein et al., 2008) , as well as nuclear ITS (Bailey et al., 2006; Warwick et al., 2010) , nad4 intron1 (Franzke et al., 2009) , and combined molecular data sets (Couvreur et al., 2010; Koch et al., 2007) . The molecularly wellsupported major monophyletic clades in the family have been recognized as tribes. To date, 51 tribes have been recognized, of which 13 are unigeneric (Al-Shehbaz, 2012; Al-Shehbaz et al., 2014; German and Friesen, 2014) .
The unigeneric tribe Yinshanieae was recognized by Warwick et al. (2010) , and in their family-level phylogeny based on ITS sequences from 96 genera, two Yinshania Y.C. Ma (Warwick et al., 2010; Al-Shehbaz, 2012 Al-Shehbaz et al. (1998) united the three Chinese genera into Yinshania, which consequently included 13 species and 4 subspecies (Fig. 1) . By contrast, Zhang (2003) concluded that Yinshania and Hilliella should be kept as two separate genera. These two genera, however, show dissimilarities in both morphology and geographic distribution (Fig. 2) , and therefore the unigeneric identity of Yinshanieae came into dispute and waited to be tested.
In this study, we present the most comprehensive species-level phylogeny of Yinshanieae covering 12 out of the 13 recognized species and using two nuclear DNA (ITS and ETS) and four chloroplast DNA (trnL-F, trnH-psbA, rps16, rpL32-trnL) markers, with analyses at family and tribal levels. Our goals are to test the identity of Yinshanieae and to clarify the infratribal relationships within the tribe. 
Materials and methods

Plant materials and molecular data
Plant materials included 12 species and 2 subspecies of Yinshanieae (Table 1) . Dry leaf material of Y. exiensis, Y. rupicola ssp. rupicola, and Y. paradoxa were obtained from herbarium specimens, but material for all other species were collected from the wild in China, and that of Y. rupicola ssp. shuangpaiensis was cultivated in the Kunming Botanical Garden. We were unable to obtain material of Y. furcatopilosa, Y. acutangula ssp. microcarpa, and Y. sinuata ssp.
qianwuensis. The taxonomic circumscription of Yinshanieae follows Al-Shehbaz (2012) and Al-Shehbaz et al. (1998) .
Phylogenetic studies were initially conducted to determine the monophyly of Yinshanieae within the Brassicaceae, and later to establish the phylogenetic relationships within the tribe. For analyses at the family level, 95 ITS and 69 trnL-F sequences were used, representing 48 and 36 tribes, respectively. Based on these familywide analyses, six species (Smelowskia tibetica, Descurainia sophia, Cardamine flexuosa, Sinalliaria limprichtiana, Pegaeophyton scapiflorum, and Eutrema heterophylhum) were selected as outgroups at the tribal-level analyses using two nuclear DNA markers (ITS, ETS) and four chloroplast DNA markers (trnL-F, trnH-psbA, rps16, rpL32-trnL). Except for these six species and all Yinshania taxa, DNA sequences of all other studied taxa were downloaded from GenBank. Taxa and GenBank accession numbers are listed in Table 1 and Appendix A.
DNA extraction, PCR amplification, and sequencing
Total genomic DNA was extracted from silica gel-dried leaf materials or herbarium specimens using the Plant Genomic DNA Kit (Tiangen Bioteke, Beijing, China) following the manufacturer's protocol. The ITS region was amplified with the primers ITS-18 as modified by Mummenhoff et al. (1997) and ITS-25R (White et al., 1990) ; the ETS region was amplified with the primers18S-IGS (Baldwin and Markos, 1998) and Bur-ETS1F (Weeks et al., 2005) ; the trnL-F region was amplified with the primers c/f (Taberlet et al., 1991) ; the trnH-psbA region was amplified with the primers trnH/ psbA (Tao et al., 1997) ; the rps16 region was amplified with the primers rps16F/rps16R (Shaw and Small, 2005) ; and the rpL32-trnL region was amplified with the primers trnL (UAG) and rpL32-F (Shaw et al., 2007) . All polymerase chain reactions (PCR) were performed in a 25 mL volume consisting of 1e2 mL sample DNA (approx. 1e10 ng), 2.5 mL 10 Â buffer, 1 mL MgCl 2 (25 mM stock), 2.5 mL dNTPs, 1 mL of 10 mM stock of each primer, and 0.2 mL Taq polymerase, adjusted to 25 mL with ddH 2 O. The PCR cycling conditions of rpL32-trnL region were template denaturation at 80 C for 5 min followed by 34 cycles of denaturation at 95 C for 1 min, primer annealing at 50 C for 1 min, followed by a ramp of 0.3 C/s to 65 C, and primer extension at 65 C for 4 min, followed by a final extension step of 5 min at 65 C (Shaw et al., 2007) . The PCR protocol of the remaining regions involved a hot start with 4e5 min at 94 C, and 32e35 cycles of amplification (1 min denaturing at 94 C, 30e60 s annealing at 48e55 C, 60e90 s extension at 72 C), and a final elongation step for 7e10 min at 72 C. The sequencing primers are the same with amplified primers, the sequencing reactions mixes were analyzed on an ABI 3730 automated sequencer (Applied Biosystems, Foster City, California, USA). The cpDNA (including trnL-F, trnH-psbA, rps16 and rpL32-trnL) of Y. paradoxa was not sequenced due to the low-quality specimen material.
Phylogenetic analyses
Original chromatograms were evaluated with Sequencher 4.1.4 for base confirmation and contiguous sequences editing, and sequences were aligned and manually adjusted with BioEdit v.5.0.9 (Hall, 1998). The aligned sequences were analyzed with maximum parsimony (MP), maximum likelihood (ML), and Bayesian inference (BI).
Parsimony analyses were performed with heuristic searches of 1000 replicates with random stepwise addition using tree bisection reconnection (TBR) branch swapping as implemented in PAUP* 4.0b10 (Swofford, 2003) . All characters were weighted equally, and gaps were treated as missing data. The bootstrap probabilities (BP) were calculated from 1000 replicates using a heuristic search with simple addition with the TBR and MULPARS options implemented (Felsenstein, 1985) .
For ML and BI analyses, jModeltest v2.1.7 (Darriba et al., 2012 ) was used to select the best-fitted model of nucleotide substitution based on the Akaike information criterion (AIC). For family-level analyses, the GTRþIþG model was selected for the ITS and trnL-F datasets. For tribal-level analyses, the GTRþG model was selected for the nDNA (combined ITS and ETS) and cpDNA (combined trnL-F, trnH-psbA, rps16 and rpL32-trnL) datasets in Yinshania and Hilliella. The ML analyses were carried out in RA Â ML v8.2.4 (Stamatakis, 2014) on the CIPRES Science Gateway V 3.3 (Miller et al., 2010) , using 1000 bootstrap replicates. Due to the debate about the correlation between parameters I and G (Kelchner and Thomas, 2007; Ren et al., 2005 ) and the GTRGAMMAþI model not being recommended by the developer of RA Â ML (Mayrose et al., 2005; Stamatakis, 2006) , all ML analyses were run under the GTRþG model. Bayesian inference (BI) based on the Markov chain Monte Carlo methods (Yang and Rannala, 1997) was performed using MrBayes v3.2.5 (Ronquist et al., 2012) . For family-level analyses, four simultaneous Monte Carlo Markov chains (MCMCs) were run for eight million generations (ITS) and three million generations (trnL-F), and one tree sampled every 1000 generations. The first 2000 trees (ITS dataset) and 750 trees (trnL-F dataset) (25% of total trees) were discarded as burnin. The remaining trees were summarized in a 50% majority-rule consensus tree, and the posterior probabilities (PP) were calculated. For tribal-level analyses, datasets of nDNA and cpDNA were analyzed separately and combined, following the same methods described above. The levels of incongruence among data partitions (nDNA and cpDNA) were evaluated by incongruence-length difference (ILD) test (Farris et al., 1994) with 1000 replicates of heuristic search using TBR branch swapping with random sequence additions. The datasets were not incongruent in Yinshania [P ¼ 0.381], while P ¼ 0.02 in Hilliella means incongruent (P < 0.05) between nDNA and cpDNA. Datasets were combined, though there is a slight incongruence in Hilliella. All analyses were conducted using two runs for one million generations, sampling one tree every 100 generations and discarding the first 2500 trees (25% of total trees).
Results
Non-monophyly of Yinshanieae
The aligned ITS matrix included 109 sequences and was 643 bp long with 316 (49.1%) parsimonious informative sites. The aligned trnL-F matrix included 82 sequences and was 1078 bp long with 279 (25.9%) parsimonious informative sites. Node labels and descriptions of support within the text include MP bootstrap values, ML bootstrap values and Bayesian posterior probabilities in the following format: (MP/ML/PP). All MP, ML, and BI analyses of both regions suggested Yinshanieae was split into two distantly related clades and, therefore, only the BI topologies are shown (Figs. 3 and  4 ). Yinshania formed a strongly supported monophyletic clade (ITS,100/100/1; trnL-F, 99/100/1) close to the tribes Descurainieae and Smelowskieae (ITS, d/93/0.76; trnL-F, 84/d/1), while species from the previously recognized Hilliella formed a moderately to strongly supported clade (ITS, 83/82/0.98; trnL-F, 72/75/1). However, the relationships of Hilliella to the other genera or tribes was not resolved.
Phylogenetic relationships within the Yinshania clade
Dataset characteristics and summary statistics for phylogenetic analyses are given in Table 2 . The three phylogenetic analyses (MP, ML and BI) of the nDNA (combined ITS and ETS) and cpDNA (combined trnL-F, trnH-psbA, rps16 and rpL32-trnL) datasets of Yinshania and Hilliella yielded similar topologies and only the BI topologies are shown (Fig. 5) . The systematic position of Y. acutangula ssp. wilsonii showed a conflict between nDNA-and cpDNA-derived phylogenies; the subspecies formed an early branching lineage in nDNA phylogeny (Fig. 5A) , while in the cpDNA phylogeny (Fig. 5B) it formed a lineage with Y. acutangula ssp. acutangula. When the nDNA and cpDNA data were combined (Fig. 5C) , topology of the tree was mostly congruent with cpDNA results. Y. exiensis, which was treated as a synonym of Y. zayuensis, formed an independent clade (Fig. 5) 
Phylogenetic relationships within the Hilliella clade
Within the Hilliella clade there are three subclades, with H. fumarioides forming an independent A Clade (Fig. 6) . The rest of the genus falls into two strongly supported clades: B Clade (nDNA, 100/ 100/1; cpDNA, 100/100/1; n þ cpDNA, 100/100/1) includes H. yixianensis, H. lichuanensis, and H. paradoxa; C Clade (nDNA, 100/ 100/1; cpDNA, 98/100/1; n þ cpDNA, 100/100/1) includes H. hui, H. hunanensis, H. rupicola, H. rivulorum, and H. sinuata. The systematic position of H. hui was in conflict between the nDNA-and cpDNAderived phylogenies (Fig. 6A and B) . In the nDNA phylogenetic tree, H. hui was sister to H. hunanensis and H. rupicola (79/75/0.99), Fig. 4 . Phylogenetic tree resulting from Bayesian analysis of the trnL-F sequences of 81 Brassicaceae species from 58 genera and Cleome viridiflora as outgroup. The taxa represent 37 currently recognized tribes, and their tribal assignments are given to the right. Posterior probability values are given. Hilliellaeae and Yinshanieae are highlighted in red and blue bars, respectively. whereas in the cpDNA phylogenetic tree, H. hui formed a clade with H. rivulorum and H. sinuata (98/100/1), and H. rivulorum was sister to H. hui and H. sinuata. When the nDNA and cpDNA were combined (Fig. 6C) , topology of the tree was congruent with the cpDNA results.
Discussion
Non-monophyly of Yinshanieae
Our analyses indicate that Yinshanieae is not a monophyletic tribe. Both ITS and trnL-F phylogenetic trees show the species within Yinshanieae split into two distantly related clades (Figs. 3 and 4): Yinshania clade and Hilliella clade. The Yinshania clade (ITS, 100/100/1; trnL-F, 99/100/1) fell into Lineage I and as a sister group of tribes Descurainieae and Smelowskieae, whereas the Hilliella clade was separated from Yinshanieae and formed a moderately to strongly supported clade (ITS, 83/82/0.98; trnL-F, 72/75/1) embedded in the Expanded Lineage II recognized by Franzke et al. (2011) . Koch and Al-Shehbaz (2000) previously reported that the YinshaniaeHilliella clade was weakly supported (<30% in ITS, <50% in trnL-intron) due to the incongruent position of Y. qianningensis. In the ITS phylogeny the species fell in the Yinshania clade, while in the trnL-intron phylogeny it fell in the Hilliella clade. The species was treated as a synonym of Y. acutangula ssp. wilsonii by AlShehbaz et al. (1998) , whereas Hilliella was merged into Yinshania. However, the incongruencies in Koch and Al-Shehbaz (2000) were caused by a different treatment to the gaps in trnLintron data. When gaps were considered as additional unweighted binary characters, Y. qianningensis was placed in the Hilliella clade, but when the gaps were considered as missing data, Y. qianningensis was nested with Yinshania and consistent with nrDNA phylogeny (Zhang, 2003) . Morphologically, taxa of these two clades can be easily distinguished by a series of characters shown in Table 3 : species of Hilliella have eseptate fruits and tuberculate seeds, while those of Yinshania have septate fruits and reticulate seeds. Furthermore, the leaves of Hilliella are compound with craspedodromous venation, whereas those of Yinshania are predominantly pinnatipartite to pinnatisect and with half craspedodromous venation. Finally, the trichomes of Hilliella are absent or simple, whereas those of Yinshania are simple, forked, and bifurcate (Zhang, 2003; Zhou and Wei, 2001 ). In addition, cytological data has shown that species of Hilliella are polyploid whereas Yinshania are diploid (Tian, 1990; Zhang, 1995 Zhang, , 1996 Zhang and Ma, 2001) .
Therefore, on the bases of previous morphological and cytological research by Al-Shehbaz et al. (1998) and Zhang (2003) , as well as on our present molecular results, Yinshania and Hilliella should be retained as two genera, with the former retained in tribe Yinshanieae, and Hilliella excluded from it.
Phylogenetic relationships within the redefined genus Yinshania
Yinshania was originally established by Ma and Chao (1979) and was placed in tribe Sisymbrieae by . Our molecular analyses suggest that the redefined Yinshania is a monophyletic genus close to Descurainieae and Smelowskieae, which is congruent with previous studies Warwick et al., 2010) . The redefined genus is endemic to SW to N China, and its species grow at relatively high altitudes (800e3300 m). The accepted species number has varied from four to eight depending on differences in species delimitation (Al-Shehbaz et al., 1998; Zhang, 2003) .
Although two nuclear and four chloroplast sequences were combined for phylogenetic analyses, the relationships within this genus remained unresolved. The systematic position of Y. acutangula ssp. wilsonii was inconsistent between nDNA-and cpDNA-derived phylogenies (as an early branching lineage in nDNA phylogeny vs. forming a lineage with Y. acutangula ssp. acutangula in cpDNA phylogeny) ( Fig. 5A and B) . When nDNA and cpDNA was combined (Fig. 5C ), the topology of tree was mostly congruent with cpDNA results. The major difference between the above species is fruit morphology (oblong to oblong-linear in Y. acutangula ssp. acutangula vs. globose in Y. acutangula ssp. wilsonii). Y. exiensis Y.H.Zhang (Zhang, 1993) , which was treated as a synonym of Y. zayuensis by Al-Shehbaz et al. (1998) , formed an independent clade within Yinshania (Fig. 5) . The two species are similar in all other characters except for differences in infructescence rachis (flexuous in Y. exiensis vs. straight in Y. zayuensis) and leaf-surface trichomes (flat and bifurcate trichomes on abaxially and simple trichomes on adaxially in Y. exiensis vs. forked and simple trichomes on both surfaces in Y. zayuensis) (Zhang, 2003) . Based on our molecular analyses, Y. exiensis should be maintained as an independent species. Although Y. henryi and Y. zayuensis are nested together (Fig. 5) , the two species show many differences in morphology. The lobes of Y. henryi are ovate to suborbicular, while those of Y. zayuensis are oblong to linear. Furthermore, Y. henryi is pubescent with straight simple trichomes, while Y. zayuensis is pubescent with forked trichomes. The lack of resolution within a given genus also occurs in other genera in Brassicaceae, such as Cardamine L. (Carlsen et al., 2009) and Draba L. (Jordon-Thaden et al., 2010) . This is often interpreted as the outcome of an early rapid radiation in the family (Bailey et al., 2006; Carlsen et al., 2009; Franzke et al., 2009 ).
Systematic position, infrageneric relationships of the reinstated genus Hilliella
The species of Hilliella were originally placed in genus Cochlearia as Sect. Hilliella (Schulz, 1923) , but the section was excluded from Cochlearia by Pobedimova (1970 Pobedimova ( , 1971 and was raised to generic rank by Zhang (1986) . All species of Hilliella are endemic to S to E China (Fig. 2) , though H. paradoxa spreads further into North Vietnam . Our molecular studies on Hilliella suggest that it forms a moderately to strongly supported lineage (Figs. 3 and 4) distinct from the other tribes and is embedded in the Expanded Lineage II described by Franzke et al. (2011) . The sister group of Hilliella is not yet clear because of the unresolved backbone relationships of Brassicaceae resulting from early rapid diversification (Bailey et al., 2006; Franzke et al., 2009; Warwick et al., 2007) associated with polyploidization events (Lysak et al., 2005; Mand akov a et al., 2010; Mand akov a and Lysak, 2008) . However, many recent phylogenetic studies utilizing transcriptome data (e.g., Huang et al., 2016) show substantial promise, though they have yet to include family-wide tribal representation.
Monophyly of the reinstated Hilliella is supported by our analyses (Figs. 3 and 4) , but its sister group was not resolved when we used two nuclear and four chloroplast markers and S. limprichtiana, P. scapiflorum, and E. heterophylhum as outgroups. Within Hilliella, three clades (Fig. 6, AeC) were resolved. H. fumarioides forms an independent early branching lineage (Clade A) and is sister to the remaining species of the genus. This species is distributed in E China (Zhejiang and N Fujian) and is clearly distinguished within the genus by erect stems, small leaf blade (<2 cm), and plump suborbicular fruit with long inflated papillae on the valves. The species was the basis for the establishment of monotypic genus Cochleariella (Zhang, 1985; Zhang and Cai, 1989 ). The B Clade includes H. yixianensis, H. lichuanensis, and H. paradoxa, and the first species, which is only found in Yixian in C China, is sister to the widespread latter two. The C Clade includes H. hui, H. hunanensis, H. rupicola, H. rivulorum, and H. sinuata. The systematic position of H. hui showed a conflict between nDNA-and cpDNA-derived phylogenies ( Fig. 6A and B ). Morphologically, it resembles H. hunanensis in having thick rhizomes, stems branched from base, and compressed elliptic to suborbicular fruits, and it resembles H. sinuata in having decumbent stems and simple leaves. H. hui may have originated by hybridization between H. hunanensis and H. sinuata, and further studies are needed to fully elucidate this possibility. The holotype of H. hui at Berlin was most likely destroyed in World War II (Zhang, 2003) , and the species was originally described as an annual herb (Schulz, 1923) and later followed by Zhang (1986) , Kuan (1987) , and Al-Shehbaz et al. (1998) . However, during a recent field investigation, we found that H. hui is a perennial species with thick rhizomes up to 3 mm in diam (Fig. 1 G) .
Taxonomic treatment
Based on the above molecular phylogenetic analyses, in addition to morphological, and karyological evidence, we place Hilliella in the new tribe Hilliellieae.
Hillielleae H.L.Chen, T.Deng, J.P. Herbs annual, biennial, or perennial; trichomes simple or absent; stems erect or decumbent; basal leaves simple, trifoliolate, or pinnately compound; cauline leaves compound or rarely simple; racemes few to many flowered; petals obovate or spatulate; fruits oblong, elliptic, ovoid, or suborbicular; replum rounded; septum absent; stigma entire; seeds ovate, slightly flattened, tuberculate; cotyledons incumbent or rarely accumbent.
Distribution and habitat. d China (Anhui, Chongqing, Fujian, Guangdong, Guangxi, Hunan, Jiangxi, Taiwan, Zhejiang), North Vietnam. Streamsides, roadsides, wet shady slopes, rock cliffs; 100e1700 m.
Conclusions
The previously recognized tribe Yinshanieae is not monophyletic and is divided herein into two remotely related unigeneric tribes: Hillielleae and Yinshanieae s.str. The sister group of Hillielleae is not clear. Within Hilliella, there are three clades (AdC), but species relationships within Yinshanieae s.str. remain unresolved. To clarify the infratribal relationships of the two tribes, additional molecular markers and extensive taxon sampling of critical species are needed. 
